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HemeproteinCytochrome bd oxygen reductase from Escherichia coli has three hemes, b558, b595 and d. We found
that the enzyme, as-prepared or in turnover with O2, rapidly decomposes H2O2 with formation of
approximately half a mole of O2 per mole of H2O2. Such catalase activity vanishes upon cytochrome
bd reduction, does not compete with the oxygen-reductase activity, is insensitive to NO, CO, antimy-
cin-A and N-ethylmaleimide (NEM), but is inhibited by cyanide (Ki 2.5 lM) and azide. The activity,
possibly associated with heme-b595, was also observed in catalase-deﬁcient E. coli cells following
cytochrome bd over-expression suggesting a protective role against oxidative stress in vivo.
 2013 Federation of European Biochemical Societies. Published by Elsevier B.V. All rights reserved.1. Introduction contribute to protect E. coli from H O stress. This heterodimericIn fresh glucose/amino acids containing medium, Escherichia
coli produces H2O2 at a rate of about 15 lM/s, as estimated after
normalization to the cytoplasmic volume of the cells [1]. This reac-
tive oxygen species (ROS) can also be generated by nearby compet-
ing microbes or the host immune cells, and freely penetrate into
the E. coli cell, potentially leading to protein and DNA damage. As
defense against H2O2-induced oxidative stress, E. coli uses perox-
ide-scavenging enzymes, such as a NADH peroxidase, the alkyl
hydroperoxide reductase encoded by ahpCF [1] and the KatG and
KatE catalases, also known as HPI and HPII, respectively [2].
Recently, it was proposed [3] that the respiratory cytochrome
bd oxidase with its low peroxidase enzymatic activity might also2 2
integral membrane protein catalyzes the four-electron reduction
of O2 to 2H2O extracting electrons from a quinol [4,5]; the overall
reaction is coupled to generation of a proton motive force [6–10].
The enzyme is found only in prokaryotes and may serve other
important physiological functions [11]. In particular, it may be
involved in protective mechanisms against nitrosative stress
[12–17]. Cytochrome bd contains three hemes, the low-spin heme
b558 and the high-spin hemes b595 and d. Heme d is the site where
O2 is captured, activated and further reduced to 2H2O. Based on
available data, heme b595 and heme d have been proposed to form
a di-heme active site [7,9,18–24], although the role of heme b595
remains obscure [25]. In this study, we show that cytochrome bd
from E. coli displays also a catalase activity, catalyzing at high rates
the decomposition of H2O2 with formation of O2.
2. Materials and methods
2.1. Reagents and enzyme puriﬁcation
H2O2 (30% solution) was from Fluka and its concentration was
determined using e240 = 43.6 mM1 cm1. Bovine catalase, rat DT-
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methyl-2-butenyl)-1,4-benzoquinone (Q1) and N-lauroyl-sarcosine
were from Sigma–Aldrich. Stock solutions of NO or CO (Air Liquide)
were prepared by equilibrating degassed water with the pure gases
at 1 atm at room temperature, yielding 2 mM NO and 1 mM CO in
solution. Cytochrome bd from E. coli strain GO105/pTK1 was iso-
lated as described [26,27]. Cytochrome bd concentration was
determined from the dithionite reduced-minus-‘as prepared’ differ-
ence absorption spectrum using De628–607 = 10.8 mM1 cm1 [19].
To test the catalase activity of cytochrome bd in vivo, the E. coli
strain UM2 (The Coli Genetic Stock Center, Yale University) devoid
of both katE and katG was used. Cytochrome bd over-expression in
these cells was achieved by transformation with the pTK1 plasmid
carrying the cytochrome bd-encoding operon. Cytochrome bd con-
tent in transformed cells was at least 8 times higher than in control
(non-transformed) cells, as inferred from the CO/bound-minus-re-
duced difference absorption spectrum of sonicated cells using
De643–623 = 13.2 mM1 cm1 [9] (not shown).
2.2. Measurement techniques and assay conditions
Amperometric O2 measurements were performed using a high-
resolution respirometer (Oxygraph-2k, Oroboros Instruments).
NADH consumption was followed by monitoring the absorption
changes at 340 nm in a Jasco V-650 UV/Vis spectrophotometer. As-
says were performed at 25 C in 50 mM K/phosphate buffer (pH
7.0) containing 0.1 mM EDTA, supplemented with 0.05% N-lau-
royl-sarcosine when isolated cytochrome bd was assayed. Unless
otherwise stated, cytochrome bd concentration was 100 nM.
2.3. Data analysis
Data analysis was carried out using Origin 7 (OriginLab
Corporation).
3. Results
The catalase activity of cytochrome bd from E. coli was followed
by monitoring the increase in the O2 concentration following the
addition of H2O2 to the isolated enzyme. As shown in Fig. 1, the
addition of H2O2 to the degassed (3–15 lM O2) buffer containing
as-prepared cytochrome bd results in formation of O2. No produc-
tion of O2 was observed if the enzyme was omitted or pre-inacti-
vated by 10 min-boiling at 100 C (not shown). The latter result
implies that the observed activity is protein related and does notFig. 1. Catalase activity of the as-prepared cytochrome bd from E. coli. Main panel:
O2 evolution induced by addition of 100 lM H2O2 to the enzyme under microaer-
obic conditions. Inset: Dependence of the rate of O2 evolution on H2O2
concentration.result from the presence of adventitious transition metals in the
enzyme preparation. The reaction proceeds with formation of
approximately half a mole of O2 per mole of H2O2 (Supplementary
Fig. 1) and O2 does not seem to inhibit such catalase activity, as
identical reaction rates were measured in degassed and air-equili-
brated buffer (not shown).
The kinetics of the reaction was investigated as a function of the
concentration of cytochrome bd and H2O2. The rate of O2 evolution
increased linearly with the enzyme concentration within the 0–
0.2 lM range (Supplementary Fig. 2 ). At [H2O2] < 0.5 mM, the
reaction accelerated linearly also with the H2O2 concentration
(Fig. 1, inset), whereas at higher concentrations of H2O2, the rate
tended to saturate (Fig. 1, inset).
Notably, cytochrome bd in turnover with DTT/Q1 retains its cat-
alase activity (Fig. 2, top panel). This implies that at least one of the
enzyme catalytic intermediates populated at steady-state [28] is
endowed with such activity. The oxygraphic assay, however, does
not allow to easily establish whether the H2O2 degrading- and
the O2 reductase-activity of cytochrome bd do actually compete.
To address this issue, we assayed the effect of H2O2 on the
quinol:O2 oxidoreductase activity of cytochrome bd, measured
spectrophotometrically by monitoring (at 340 nm) the consump-
tion of NADH in the presence of NADH:quinone oxidoreductase
(DT-diaphorase) and ubiquinone-1 (Q1). Fig. 2 (bottom panel)
shows that addition of H2O2 does not affect the oxidase activity
of cytochrome bd. Since heme d is the site where O2 chemistry
takes place [5], this heme is unlikely to be involved in the catalase
reaction.
It is also remarkable that the observed catalase activity is sensi-
tive to the redox-state of cytochrome bd. If the enzyme in turnoverFig. 2. Effect of H2O2 on cytochrome bd in turnover. Top panel: The enzyme in
turnover with DTT/Q1 retains its catalase activity. DTT, 10 mM; Q1, 250 lM; H2O2,
1 mM. Bottom panel: H2O2 does not interfere with the quinol:O2 oxidoreductase
activity of the enzyme, measured spectroscopically following NADH oxidation in
the presence of DT-diaphorase and Q1. NADH, 250 lM; DT-diaphorase, 6.7 lg/ml;
Q1, 20 lM; H2O2, 1 mM.
Fig. 3. Lack of catalase activity in cytochrome bd following complete reduction by
DTT/Q1. Subsequent addition of bona ﬁde bovine catalase restores the reaction. DTT,
10 mM; Q1, 250 lM; H2O2, 1 mM; catalase, 2 ng/ml.
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reduced, no catalase activity is detected following H2O2 addition
(Fig. 3), whereas if a bona ﬁde catalase is subsequently added,
the reaction occurs (Fig. 3). This ﬁnding, while further suggesting
cytochrome bd as responsible for the catalytic process, is clear evi-
dence that the observed activity does not result from a contami-
nant catalase.
To gain insight into the cytochrome bd catalase reaction, several
inhibitors of the enzyme were tested (Table 1). Inhibitors targeting
reduced heme d, like NO and CO, were found not to affect the ob-
served catalase activity (Table 1; Fig. 4, top panel), which further
suggests that this heme is not involved in the reaction. NO is
known to bind [29] and strongly inhibit bona ﬁde catalase (Ki of
0.18 lM [30]). This was further conﬁrmed here (Fig. 4, bottom pa-
nel). In contrast, NO as high as 20 lM did not affect the cytochrome
bd H2O2-degrading activity (Fig. 4, top panel), further arguing
against a possible contamination by catalase in the enzyme
preparation.
A member of another class of inhibitors, antimycin A, was
tested. This inhibitor suppresses the quinol oxidase activity of
cytochrome bd by targeting the quinol binding site [31]. We found
that 167 lM antimycin A does not inhibit cytochrome bd catalase
activity (Table 1). This suggests that the quinol binding site of
the enzyme is not involved in the catalase reaction, in line with
the ﬁnding that the reaction is not affected by up to 250 lM oxi-
dized Q1 (Table 1). Thiol groups also seem not to participate in
the reaction, as the thiol-blocking agent N-ethylmaleimide (NEM)
was found to be ineffective at a concentration of 20 lM (Table 1).
Finally, we tested cyanide that is known to bind ferric heme d
and inhibit the oxidase activity of cytochrome bd at relatively high
concentrations, with 2 mM cyanide reportedly accounting for 50%
inhibition [32]. Surprisingly, cyanide was found to inhibit the cat-
alase activity of cytochrome bd 1000-times more efﬁciently, withTable 1
Effect of inhibitors on the catalase and oxidase activity of cytochrome bd from E. coli.
Inhibitor Catalase activity
Inhibitor concentration (lM) Residual a
NaCN or KCN 2.5 (Ki) –
NaN3 100 2
Nitric oxide (NO) 20 100
Carbon monoxide (CO) 2 100
Antimycin A 167 100
Ubiquinone-1 (Q1) 250 100
N-Ethylmaleimide (NEM) 20 100an apparent inhibition constant Ki 2.5 lM (Supplementary Fig. 3).
This Ki value is similar to that measured for HPII catalase from E.
coli [33], although the onset of inhibition by cyanide seems to be
much faster than for catalase (not shown). The high sensitivity of
the cytochrome bd catalase activity to cyanide suggests that a
heme is involved in the reaction. Consistently, azide, another poor
inhibitor of the cytochrome bd oxidase activity (IC50 = 400 mM,
[32]), like cyanide was found to be a much more effective inhibitor
of the catalase activity of the enzyme (Table 1). Since a number of
observations argue against the involvement of heme d (see above),
a good candidate for the observed catalase activity is the high-spin
heme b595. This hypothesis was tested by investigating the effect of
cyanide on the absorption spectrum of the as-prepared cyto-
chrome bd. Addition of 50 lM cyanide, completely inhibiting the
catalase activity, induced in the absorption spectrum of cyto-
chrome bd a red shift in the Soret region with DA436–405 0.006
OD (Supplementary Fig. 4). This value may correspond to cyanide
binding to a small population of a b-type heme (4% or less), by
assuming a De of about 50–100 mM1 cm1.
The catalase activity described above was conﬁrmed in four dif-
ferent enzyme preparations (not shown). Moreover, importantly,
we found that cytochrome bd displays catalase activity also
in vivo. Addition of H2O2 to respiring cells lacking KatE and KatG
catalases but over-expressing cytochrome bd, indeed results in for-
mation of O2 (Fig. 5, trace 1). On the contrary, such effect is not ob-
served in the same catalase deﬁcient strain in the absence of
cytochrome bd over-expression (Fig. 5, trace 2).
4. Discussion
This study demonstrates that cytochrome bd from E. coli reveals
a signiﬁcant catalase activity. Several lines of evidence suggest that
this activity is not due to possible contaminants such as adventi-
tious transition metal ions or a bona ﬁde catalase. First, the activity
disappears after thermal denaturation of cytochrome bd. Second,
the catalase activity is sensitive to the redox-state of cytochrome
bd, being no longer observed when the enzyme becomes fully re-
duced (Fig. 3). Third, the observed reaction is NO-insensitive,
whereas catalase is strongly inhibited by NO (Fig. 4, see also [30]).
Assays with inhibitors (Table 1) show that a non-heme metal
site, a sulfhydryl group or a quinol-binding site are likely not in-
volved in the catalase reaction mediated by cytochrome bd. The
high sensitivity of such activity to cyanide (Supplementary Fig. 3)
points to the involvement of a heme. This can hardly be heme d
in the bd oxidase because the catalase activity (i) does not appear
to compete with the oxidase reaction directly associated with this
chlorine group (Fig. 2) and (ii) is insensitive to heme d2+ binding
inhibitors, like NO and CO. The activity could be instead associated
to the other high-spin pentacoordinate heme in the enzyme, heme
b595, whose absorption spectrum is incidentally similar to that of
protoheme IX-containing catalases and peroxidases [5]. The
ﬁnding that cyanide, added to the as-prepared enzyme at a
concentration sufﬁcient to fully inhibit its catalase activity, doesOxidase activity
ctivity (%) Inhibitor concentration (lM) Residual activity (%)
2  103 50 [32]
4  105 50 [32]





Fig. 4. Effect of NO on the catalase activity of cytochrome bd (top panel) or bovine
bona ﬁde catalase (bottom panel). NO, 2 lM; H2O2, 235 lM; catalase, 2 ng/ml.
Fig. 5. Effect of H2O2 addition to katE/katG-deﬁcient E. coli cells (80 lg/ml total
protein) over-expressing (1) or not (2) cytochrome bd. [H2O2] = 235 lM. Buffer:
100 mM Na/phosphate, pH 7.0. The catalase activity observed in cytochrome bd-
overexpressing cells corresponds to 60 nmol O2 evolved/mg of total protein/min.
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suggests that only a fraction of cytochrome bd in the preparation
(4% or less) participates in the reaction. This may relate to the re-
cent ﬁnding that, following CO equilibration with reduced cyto-
chrome bd, in the enzyme preparation a small population with
heme b595 bound to CO and unliganded heme d can be detected
[34].
The maximum apparent turnover number observed for the cat-
alase activity of cytochrome bdwas 130 s1. However, if maximally
4% of the total enzyme in the preparation is involved in the catalase
reaction, this value must be recalculated to at least ca. 3250 s1.
With this high catalase activity, the contribution of cytochrome
bd to H2O2 detoxiﬁcation in a living cell may be signiﬁcant. Consis-
tently, we detected a catalase activity in katE/katG-deﬁcient E. coli
cells following cytochrome bd over-expression (Fig. 5) suggesting
that the enzyme can function as a catalase in vivo. In contrast, bo-
vine cytochrome c oxidase is unlikely to contribute to ROS scav-
enging [35].
Our conclusion on the protective role of cytochrome bd against
H2O2 stress is corroborated by the information that the E. coli mu-
tants unable to synthesize the bd oxidase are sensitive to H2O2 [36]
and that expression of cytochrome bd increases in the presence of
external H2O2 [37]. Furthermore, Korshunov and Imlay [38], using
an E. coli strain lacking H2O2-scavenging enzymes such as catalases
and NADH peroxidase (KatG, KatE and Ahp), showed that cyto-
chrome bd can diminish intracellular H2O2 production. To explain
their observation, these authors hypothesized that the oxidase
can act as an electron sink and pull electrons away from fumarate
reductase, an important source of H2O2, thereby reducing the rate
at which fumarate reductase generates H2O2 when anaerobic cul-
tures are abruptly aerated [38]. In this work we show that, in addi-
tion to acting as an electron sink, the E. coli cytochrome bd can
directly scavenge H2O2 working as a catalase.
Of interest, Davies et al. [39] proposed a diametrically opposite
role of cytochrome bd in E. coli. They reported that, underprolonged exposure of E. coli cells to hydroxyurea, the enzyme
could switch its function from a protective role to promoting cell
death by producing superoxide [39]. Such a modiﬁcation could
be mediated by a proteolytic cleavage, C-terminal truncation by
translation of an incomplete message, post-translation modiﬁca-
tion, or modulation of the native cytochrome by other components
present in the stressed cells [39]. We cannot exclude that any of
these modiﬁcations may participate in modulating the catalase
activity of cytochrome bd in vivo. In that respect, it is worth men-
tioning that in the aa3-type cytochrome c oxidase from Paracoccus
denitriﬁcans slight changes in the distance between heme a3 and
CuB and in the protein structure have been proposed to lead to a
20-fold increase in the catalase activity of the enzyme [40].
In conclusion, in this study we have shown that cytochrome bd,
beyond catalyzing O2 reduction, is endowed with a catalase activ-
ity, thereby playing a role against oxidative stress in bacterial cells.
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